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Significant Developments: 

» 

Can this information be broadly distributed throughout SVS? Yes 
• We observed GUS positive tissue after an Agrobacterium based transformation. 



Primary Activities: 

Can this information be broadly distributed throughout SVS? 



Yes 



We initially looked at GUS staining of our haploid embryo originating callus tissue. We tested three 
callus lines for background staining and found only minor reaction in one line. 

=uJ^L aie i Al, A9r0 - based transformat '°n looking at 7 callus lines and 2 bacteria backgrounds 
I I ?J?± u Wlth the GUS re P ortin 9 9 ene - We observed staining in two of the callus lines using 
the EHA105 background. No staining was seen in the ABI or control callus, the staining pattern was 
typical for a transient/stable event using Agrobacterium. We did not see a light diffuse staininq as 
observed in some control callus lines. 

We stained the above Agro. transformed tissue at 4 days post induction, however, we were advised by 

• tnat Dest reaction time should be tested in the monocot systems. We examined 
staining 1,2, and 3, days post induction and found similar results at each day. We also looked at two 
genotypes in this test an saw staining in only one. The rate of staining was 10-20% of the callus 
pieces with up to 20 blue spots per callus piece. 

In the above test we also examined plus and minus sonication and vacuum. There was no increase in 
the plus sonication/vacuum over the control. We expanded the study by looking at several sonication 
times using a different callus line. Results showed no staining in the test. This suggest the importance 
of callus line/genotype when developing the transformation system. 

We have started changing the culture system to produce a more friable callus line similar to that seen 

• We initiated tests comparing agar and gelrite as well as levels of BA 
Initial observations show that gelrite may have a significant effect on callus friability. We will continue 
observing this test. 

We initiated a test to determine sensitivity of onion callus to glyphosate. Since we observed a low rate 
of transformation with a GUS construct It may be possible to obtain some transformation with 
glyphosate constructs. Selection should be possible with an appropriate glyphosate level to be 
determined by this test. . . 
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